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The analysisin this paper is intended to determine the accuracy of various limit
dosetests. A limit dose test involves dosing a number of animals with achemical at a
single dose, the limit dose. All animals may be dosed at once or animals may be dosed
one or two at atime. The test outcome is a series of deaths and survivals. A set of rules
associates a test outcome with a decision as to whether the median lethal dose or LD50 is
above or below the limit dose. An example of a decision rule would be to classify the
LD50 as over the limit dose when more than half the animals die.

The analysisin this paper uses a computer model to evaluate the accuracy of these
decisionrules. A decision ruleis defined to be correct when the LD50 is correctly
classified as above or below the limit dose. This classification is probabilistic because it
depends on the deaths and survivals observed in the limit dose test. In assessing the test
accuracy, the model begins by assuming the existence of a probit dose-response curve
with aknown LD50 and slope. This curveis used to estimate the probability that an
animal will die or survive at agiven dose. The computer model then extends this result
to the number of animals tested by calculating the probability of each possible sequence
of deaths and survivals for al these animals. The computer model then adds up the
probability that the correct outcomes occur. Thiswould be

the probabilities associated with outcomes that classify the LD50 below the limit
doseif the true LD50 is below the limit dose, or

the probabilities associated with outcomes that classify the LD50 above the limit
doseif the true LD50 is above the limit dose.

The test accuracy is defined as the probability that the test result is correct. Thisisthe
probability that the correct outcomes occur.

The accuracy of different plansis compared in this paper. Plans differ by the
number of animals involved and whether a fixed or sequential sample design is used.
Accuracy is evaluated at a wide range of hypothetical LD50's and slopes of the dose-
response curve. For sequential testing plans, the model also estimates the expected
number of animals that would be required.

The limit dose test provides a gross classification of the toxicity of achemical.
Using alimit dose test, it is possible to determine if a chemica has an LD50 above the
limit dose by using a small number of animals. A precise estimate of the LD50 may not



be required for such low toxicity chemicals. For chemicals where the test classifies the
L D50 below the limit dose, an estimate of the LD50 can be obtained from an up and
down test (Dixon 1991). A more general discussion of limit dose testsisin Springer et a
(1993).

The limit dose test is part of the draft OECD Guideline for the Testing of
Chemicals (OECD 425). It isunder review by the Acute Toxicity Working Group of the
Interagency Committee on Validation of Alternative Methods (ICCVAM). This
committee represents a number of government agencies including the Environmental
Protection Administration, the Department of Transportation, the Consumer Product
Safety Commission, and the Food and Drug Administration. The guideline specifies a
limit dose test at 5000 mg/kg body weight. Thisisin accordance with the Federal
Hazardous Substances Act Regulation for acute oral toxicity in section 1500.3 (1997,
page 377). Limit dose tests at 2000 mg/kg body weight are in use in Europe.

The next section describes the methods. It isfollowed by results and the
discussion. Only limit dose tests at 5000 mg/kg are discussed in the paper. Tests at 2000
mg/kg are presented in Appendix 1.

Methods

This section describes the procedure for computing the accuracy of alimit dose
test.

It is assumed that animal mortality at a given dose follows a probit dose-response
curve. Let p be the probability that an individual animal dies following adose at a given
level . Then, with hypothesized values for the LD50 and s, p is computed from the dose
response curve using the following equation:

p = p(death; dose, LD,,s ) = F géoglo(leltDos;e) - 109, (LDg) §
€ @
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where F isthe standard normal cumulative distribution.

The probabilities associated with individual outcomes are then aggregrated to
possible sequences of test outcomes. Each animal represents an independent trial, i.e. an
identical, independent (i.i.d.) realization of equation (1). The probability distribution of
any given outcome involving m deaths and n animals is given by the binomial
distribution as



P(mn, p) = g?ngpm(l- p)"" ©

where p is from equation (1).

The decision rules involve specifying the outcomes that classify the chemical’s
L D50 under the limit dose and the outcomes that involve classifying the LD50 as over
the limit dose. Outcomes with more deaths tend to be associated with decision rules that
classify the LD50 as under the limit dose. Suppose that n animals are to be dosed all at
once with a decision rule that mor more deaths are required to classify the LD50 as under
the limit dose. Then the probability that m or more deaths occur is given in equation (3)
as

P(LD50 £ LimitDose) = é P(j;n, p) ©)

j=m
where P(j;n,p) is given in the binomial distribution found in equation (2).

If the hypothetical LD50 is under the limit dose, then the accuracy of atest is
measured by adding all the probabilities for the outcomes that lead to classifying the
LD50 as under the limit dose. This requires equation (3). On the other hand, if the LD50
for the chemical is above the limit dose, the accuracy is measured by adding all the
probabilities associated with the outcomes that classify as over the limit dose. This can
be computed as 1-P(LimitDose < LD50).

So far, the discussion has assumed that there will be afixed sample size. In such
aplan, all animals are dosed at one time. For fixed sample size plans with n animals
tested, the LD50 is considered to be below the limit dose when n/2 or more animals die (n
even) or (n+1)/2 or more die (n odd). For example, three or more deaths out of five
animals, or five or more deaths with ten animals would be classification rules for
establishing the LD50 dose below the limit dose.

Sequential sampling plans are defined to have a nominal size of n animals,
indicating that no more than n animals can be dosed. Animals are dosed one or two at a
time, depending on the outcomes from earlier animals in the same study. Sequential
sampling plans can follow almost the same decision rules for classifying outcomes, with
the exception that once enough animals survive or die to reach a conclusion, it becomes
unnecessary to test more animals. When sequential sampling plans have the same
decision rules as fixed sampling plans, they have the same accuracy. However,
sequential plans do not have to follow the same rules and can take advantage of the order
of survivals or deaths. A sequential plan can have arule like “if the first or second
animal diesthen ...”

The sequential plans that are considered in this paper depart from the “majority
rule” classifications. They have the following general characteristics:



1. If thefirst animal dies, the chemical is suspected as having an LD50 below the
limit dose. Limit testing is then discontinued and an up and down test
conducted.

2. Otherwise animals are dosed one or two at atime. Testing is discontinued
when (n+1)/2 die or survive (n odd).

3. If there were (n+1)/2 deaths, then the chemical is classified as having the
LD50 below the limit dose. If the testing is discontinued when (n+1)/2
animals survive, the chemical is classified as having an LD50 above the limit
dose. For example, in afive animal test plan with the first animal surviving,
the LD50 would be classified as under the l[imit dose as soon as three die. It
would be classified as over the LD50 if three (i.e. two more after the first)
survive.

The first characteristic takes advantage of the order of deaths or survivals. This can only
be done with sequential designs.

The equations presented above have only addressed the accuracy of a plan with a
fixed sample size. When fixed and sequentia plans have the same classification rules,
such as “majority rules,” the procedures for calculating accuracy are identical, because
the outcome probabilities are identical. However, equations (2) and (3) can be used with
sequential testing plans even when there is no fixed plan equivalent. A mathematically
correct, but tedious approach is to write all the fixed sample outcomes that would
correspond to a sequential plan outcome and then sum all the probabilities. There are
more clever approaches that take into account the independence of the events.

The last issue for this analysis is the computation of the expected or average
number of animals used in a sequential sample plan. Recall that an animal used in the
trial counts toward the expected value whether the animal survives or dies, because a
surviving animal cannot be used for other tests. However, animals do not count if the test
is discontinued before the animal is (scheduled to be) used. The various outcomes with
different numbers of animals need to be identified and the probability of the simple
events needs to be calculated. For example, here are the outcomes for a five sequential
sample plan:

one animal (the first animal dies)

three animals all survivors (S SS),

four animals(SDD D or SSD Sor SDSS) or
five animals (all other sequences)

Let j denote the number of animals used in atest plan. Then the expected number of
animals used is given in equation (4)

ExpectedAnimalsUsed = jq p“(1- p)"* (4)

j=1 ki J

where p isgiven in equation (1) and J is the set of sequences that use j animals.



These equations are implemented in the SAS program in Appendix 2. Equation
(2) isin the linked routine getprob, called in data test. Equation (2) computes the
binomial distribution in the linked routine fillprob, also in data test. This step uses either
the built-in binomial cumulative distribution function in the SAS function probbnml or
the binomial density function in (%macro pbinom) or some combination of the two. The
rules, which are specific to each test plan, are found in an external routine called by
fillprob. An exampleison the last page of the appendix shown as rule5f.sas. This
produces the components of equation (3), with the summation completed by proc
summary following the data step. The calculation for the expected value in equation (4)
uses similar logic. Thisrequires a separate run of the program with a different external
routine to be linked in by fillprob. See rulebx.sas at the end of the appendix.

The question addressed in this paper is how these limit dose test plans work over
awide variety of chemicals. We used LD50 values of 1.5, 50, 250, 1500, 2000, 3000,
5000, and 6000 mg/kg body weight. Valuesfor s (theinverse of the slope of the dose
response curve) were 0.12, 0.25, 0.5, 1.25, and 2.00. Each pair of LD50 and s values
were modeled, i.e. 1.5 and 0.12, 1.5 and 0.25, etc, resulting in atotal of 40 values for
each test plan.

Both fixed and sequential test plans were modeled. Fixed sample size plans of
five, seven and ten animals and sequential plans using up to five and seven animals were
modeled. Limit doses were evaluated at 2000 mg/kg and 5000 mg/kg. Tables for 2000
mg/kg are in Appendix 1.

Results

This section contains results for fixed and sequentia test plans at 5000 mg/kg.
First, the ten animal fixed sample test plan is presented. Thisis the present standard
procedure for limit dose tests. Next, seven animal and five animal sequential test plans
are shown. The purpose of these comparisons is to determine how much (or how little) is
lost when using sequential test plans that economize on the number of animals.

In the third part of the results section, fixed sample size plans with seven and five
animals are presented. The purpose is to examine the difference between fixed and
sequential using the same nominal number of animals. The next part of the section
compares results between fixed and sequential sampling plans. The last part of the section
presents the expected number of animals used in five and seven animal test plans.

The appendix contains tables in the same sequence for the 2000 mg/kg results.

The results show for each combination of LD50 and s, the probability that the
limit dose plan classifies correctly.



Ten Animal Fixed Sample (5000 mg/kg limit dose)
Table 1 shows the probability of correct classifications using the ten animal fixed
sample test plan for the 5000 mg/kg limit dose.
Tablel

Probability of Correct Classification for Ten Animal Fixed Plan
(Limit Dose = 5000 mg/kg)

S
LD50 0.12 0.25 0.5 1.25 2

1.5 1.00 1.00 1.00 1.00 1.00
50 1.00 1.00 1.00 1.00 1.00
250 1.00 1.00 1.00 1.00 0.98
1500 1.00 1.00 1.00 0.92 0.84
2000 1.00 1.00 0.99 0.87 0.80
3000 1.00 1.00 0.93 0.78 0.73
5000 0.62 0.62 0.62 0.62 0.62
6000 0.92 0.69 0.54 0.44 0.42

Rule: five or more deaths classifies as under the limit dose. A classification is correct if
the LD50 is 5000 or below, and the outcome leads to a classification of 5000 or below. It
isalso correct if the LD50 is 6000 and the outcome leads to a classification of over 5000.

Each entry in the table represents the probability that the correct classification
would occur given the values of the LD50, s and the classification rule of five or more
deaths classifies the LD50 below the limit dose. Table 1 shows that the plan is very
accurate for chemicals with low LD50s. For example, the ten animal test plan is perfect
(to 2 decimal places) with LD50s between 1.5 and 3000 mg/kg for s = 0.12 and 0.25.
When s = 0.5, there is a 93% correct classification rate at 3000 mg/kg. With s at 2.0,
there is a 98% correct classification rate at 250 mg/kg, 84% correct at 1500 mg/kg, 80%
correct at 2000 and 73% correct at 3000.

To summarize the results from table 1, both low and high values of the LD50
produce the most accuracy.' Values close to the LD50 produce the least accuracy in fact,
just above the limit dose of 5000 mg/kg, the accuracy is only (100%-62%-=) 38%. The
decision is correct at 5000 mg/kg if the outcome is consistent with under 5000 mg/kg. So
at 5000 the probability of an incorrect decision is 38%. Just above 5000 mg/kg a
decision is correct when the outcome is consistent with over 5000 mg/kg. For adosage

! Thisfinding is even more apparent in Appendix 1, which uses a limit dose of 2000 mg/kg., In thetables
in the Appendix, 3000, 5000 and 6000 mg/kg are above the limit dose. The accuracy can be seen to
increase as the L D50 becomes much greater than the limit dose.



infinitesmally greater than 5000, the outcomes would be just about the same as at 5000.
So then the probability of a correct decision (over 5000) would be 38% and the
probability of an incorrect decision (under 5000) would be 62%.

In asimilar manner, increasesin s result in decreases in accuracy. Equation (1)
shows that as s increases, the term inside the parentheses approaches zero and the normal
cumulative distribution function approaches 0.5. Consequently, when the LD50 is below
the limit dose, increasesin s cause the accuracy to approach 62% asymptotically. When
the LD50 is above the limit dose, increasesin s, would have the accuracy approaching
38%.

Also, increasesin s result in decreases in accuracy. However, the tests perform
well in the upper part of the table, where the LD50 is low, representing the most toxic
chemicals.

In the 10 animal fixed plan, the probability of a correct result when the LD50 is
just below the limit dose is much greater than the probability of a correct result when the
LD50 isdightly above the limit dose. Thisis acharacteristic of abiased plan. Biased
tests are discussed later in this paper.

Seven and Five Animal Sequential Test Plans
Tables 2 and 3 show seven and five animal sequential test plans.

Table 2

Probability of Correct Classification for Seven Animal Sequential Test Plan
(Limit Dose = 5000 mg/kg)

S
LD50 0.12 0.25 0.5 1.25 2

1.5 1.00 1.00 1.00 1.00 1.00
50 1.00 1.00 1.00 1.00 0.99
250 1.00 1.00 1.00 0.99 0.95
1500 1.00 1.00 0.99 0.89 0.82
2000 1.00 1.00 0.98 0.85 0.79
3000 1.00 0.98 0.90 0.78 0.74
5000 0.67 0.67 0.67 0.67 0.67
6000 0.72 0.53 0.43 0.37 0.35

Rule: LD50 isunder limit doseif first animal dies, or 4 animals die. LD50 is over 5000
mg/kg if 4 animals survive.



Table 2 shows the same pattern astable 1. In comparing the probabilities
between this plan and the 10 animal fixed plan of table 1, the results appear to be fairly
close. The difference between correct classification probabilities for the two plans for
LD50s at 3000 mg/kg and under is never more than 0.03. The difference of 0.03 is
reached when s is 0.5 at 3000 mg/kg, where table 1 shows 93% correct classification,
while table 2 shows 90%. Also at s = 1.25 and the LD50 of 1500, table 1 shows 92%
correct classifications while table 2 shows 89%.

When the LD50 is equal to the limit dose, the seven animal sequentia test plan
has a correct classification probability of 67%, somewhat higher than the 62% in table 1.
This means that for values slightly above the limit dose, the seven animal plan will be
correct 33% of the time, while the 10 animal plan will be correct 38% of thetime. For
example as shown in table 1, 92% of the time chemicals with LD50s of 6000 mg/kg will
be classified as above the limit dose at s=0.12, while 72% of the time this will occur with
the seven animal test plan.

Table 3 shows the correct classification probability from afive animal sequential
test plan. The purpose of this table is to determine how much is lost by using a plan that
would nominally have fewer animals.

Table 3

Probability of Correct Classification for Five Animal Sequential Test Plan
(Limit Dose = 5000 mg/kg)

S
LD50 0.12 0.25 0.5 1.25 2

1.5 1.00 1.00 1.00 1.00 1.00
50 1.00 1.00 1.00 1.00 0.98
250 1.00 1.00 1.00 0.98 0.93
1500 1.00 1.00 0.98 0.86 0.79
2000 1.00 1.00 0.96 0.82 0.76
3000 1.00 0.97 0.87 0.75 0.72
5000 0.66 0.66 0.66 0.66 0.66
6000 0.71 0.53 0.44 0.38 0.37

Rule: LD50 isunder limit doseif first animal dies, or three animalsdie. LD50 is over if
three animals survive.

Aswould be expected from a plan with fewer animals, the correct classification
probabilities decrease somewhat from the seven animal plan in table 2. For LD50 values
of 3000 mg/kg or lower, the largest difference between afive animal and ten animal plan
iIs6%. The largest differences occur in the same place as the seven animal plan
compared with ten animals. Theseareat s = 1.25 and LD50 = 1500 mg/kg (92% vs.



86%) and s = 0.5 and LD50 = 3000 (93% vs. 87%). At an LD50 of 6000 mg/kg, the five
animal test plan has almost the same results as the seven animal test plan, differing by
less than 1% in probability of correct classification.

To summarize, five and seven animal sequential test plans produce very similar
results to the ten animal fixed test plan. For low values of the LD50 the results are very
close among al three plans. For values of the LD50s over the limit dose, the sequential
plans tend to classify correctly less frequently than the ten animal fixed dose plan. This
means that more chemicals would be erroneously considered to have the LD50 below the
limit dose. Thistype of misclassification is probably better than erroneously classifying
the LD50 above the limit dose.

Before comparing the five and seven animal sequentia plans with fixed sample
size plans, it is important to address bias in test plans.

Bias

Some definitions are necessary. An unbiased test plan classifies the LD50 as
under the limit dose with exactly the same probability that a single animal would die
when administered the limit dose. That means p = P(LD50 < Limit Dose) , wherep is
the probability of death and the probability P(LD50 < Limit Dose) can be found in
eguation (3). In general most plans will be somewhat biased, because the two
probabilities will not be exactly equal. Thisis really a small sample problem.?

However, many but not al limit dose tests will be unbiased when p = 0.5. Since
the value of p in equation (1) is 0.5 when the limit dose is equal to the LD50, a biased
plan occurs when there are more outcomes resulting in a classification of under (over)
5000 than over (under) 5000. This meansthat all fixed sample size plans with an even
number of animals and a mgjority rule classification scheme are biased. For example,
with atwo animal plan, no deaths would classify the LD50 as over the limit dose, while
two deaths would classify it as under the limit dose. The way that one death would be
classified would determine the direction of the bias.

Plans can be arbitrarily made to be biased aswell. A fixed or sequential sample
plan with an odd number of animals could be almost unbiased. However, a sequential
plan could stop after the first death (as shown in this paper) classifying the outcome as
under the limit dose. This plan would then be biased.

%For avery simple example, consider afixed test plan with 3 animals. Outcomes associated with
classification of achemical’s LD50 above the limit dose would be 0 or 1 desth, while 2 or 3 deaths would
lead to classification below the limit dose. An unbiased plan would put the probability of classification
below the limit dose at p. It can be shown that the probability of 2 or 3 deaths is p*(3-2p) where pisthe
probability that an animal dies. The probahility the chemical is classified below the limit dose is can be
shown to be below p for p< 0.5 and above p for p > 0.5. Some values for this probability of 2 or 3 deaths,
i.e. the probability that the chemical is classified below the limit dose are 0.03 (p=0.1), 0.16 (p=0.25), 0.5
(p=0.5), 0.84 (p=0.75), and 0.97 (p = 0.9).



Comparison Between Five and Seven Animal Fixed Sample Sze Plans
Table 4 shows the probability of correct classifications for seven animal fixed test
plans. Recall that afixed test plan involves dosing al the animals at once.
Table4

Probability of Correct Classification for Seven Animal Fixed Test Plan
(Limit Dose = 5000 mg/kg)

S
LD50 0.12 0.25 0.5 1.25 2

1.5 1.00 1.00 1.00 1.00 1.00
50 1.00 1.00 1.00 1.00 0.99
250 1.00 1.00 1.00 0.99 0.92
1500 1.00 1.00 0.99 0.82 0.72
2000 1.00 1.00 0.96 0.76 0.67
3000 1.00 0.97 0.83 0.65 0.60
5000 0.50 0.50 0.50 0.50 0.50
6000 0.93 0.76 0.64 0.56 0.53

Rule: Classify as LD50 under the limit dose if four or more animals die, as over if four
or more animals survive.

The differences between the seven animal plan and the ten animal plan are
considerably greater than with the sequential plans considered in earlier tables. The
reason is that the five and seven animal fixed plans are unbiased, in contrast to the
sequential plansthat are biased. For example, with an LD50 at 3000 mg/kg and s =1.25,
the ten animal plan had a 78% chance of a correct classification, while the seven animal
plan in table 4 had a 65% probability Values of s of 1.25 and 2.0 and LD50s between
1500 and 3000 generally had differences this large between the two plans. However, the
seven animal fixed test plan classifies correctly more often than the ten animal plan for
values of 6000 mg/kg. The seven animal plan is 76% correct at s = 0.25 as compared
with 69% for the ten animal plan. It is53% correct, as compared with 42% correct at s =
2.

For comparison, the five animal fixed sample test plan is shown below in table 5.
The results are about the same as the seven animal plan with some small decreases in the
percent correctly classified.



Table5
Probability of Correct Classification for Five Animal Fixed Test Plan
(Limit Dose = 5000 mg/kg)

S
LD50 0.12 0.25 0.5 1.25 2

1.5 1.00 1.00 1.00 1.00 1.00
50 1.00 1.00 1.00 1.00 0.97
250 1.00 1.00 1.00 0.97 0.89
1500 1.00 1.00 0.97 0.78 0.69
2000 1.00 1.00 0.93 0.72 0.65
3000 1.00 0.95 0.80 0.63 0.58
5000 0.50 0.50 0.50 0.50 0.50
6000 0.89 0.72 0.62 0.55 0.53

Rule: Classify as LD50 under the limit dose if three or more animals die, as over if three
or more animals survive.

Comparison between fixed and sequential sampling plans

Fixed and sequential sampling plans that have the same decision rules will have
the same accuracy. This does not require empirical estimates, instead just the
understanding that the sequential plan would be identical to the fixed sample plan if the
sequential plan is required (unnecessarily) to be carried out even after enough animals
have been tested to reach a decision.

But the five and seven animal sequential plans have different rules than the fixed
plans. Recall that the sequential plans in this paper stop the test with the death of the first
animal. This cannot be done with the fixed plans. The result is that the sequential plans
in this paper are more accurate than fixed when the test uses chemicals that have LD50s
below the limit dose. The fixed plans are more accurate with chemicals that have an
LD50 above the limit dose. When the LD50 isvery low or very high and s islow, both
types of tests perform accurately.

Expected Number of Animals Used in Sequential Tests

The benefit of the sequential sample size plans over fixed sample size plansisa
decrease in the number of animals used in the test. The expected number of animals used
in seven and five animal sequential tests are shown in tables 6 and 7 below.



Table 6

Expected Number of Animalsin Seven Animal Sequential Test Plan
(Limit Dose = 5000 mg/kg)

LD50 0.12 0.25 0.5 1.25 2

15 1.00 1.00 1.00 1.01 1.16
50 1.00 1.00 1.00 1.23 1.73
250 1.00 1.00 1.02 1.68 2.26
1500 1.00 1.07 1.68 2.68 2.97
2000 1.00 1.24 2.02 2.87 3.09
3000 1.13 1.89 2.64 3.12 3.24
5000 341 341 341 341 341
6000 3.94 3.76 3.61 3.49 3.46

Note: for classification rules see table 2.

Table 6 shows that with low values of the LD50, on average sightly more than
one animal isused. Thisis because the test plan calls for classifying LD50 as under the
limit dose when the first animal dies. For chemicals with an LD50 of 1.5 or 50 or 250
mg/kg and a limit dose of 5000 mg/kg, survival of the first animal is unlikely.

On the other hand as the LD50 and s or increases, more animals are required on
average, approaching four. Four animals would be the exact number required for a
chemical with an infinite LD50, as the most likely outcome to discontinue the test would
be four survivals.



Table7

Expected Number of Animalsin Five Animal Sequential Test Plan
(Limit Dose = 5000 mg/kg)

S

LD50 0.12 0.25 0.5 1.25 2
15 1.00 1.00 1.00 1.01 112
50 1.00 1.00 1.00 1.17 1.53
250 1.00 1.00 1.01 1.49 1.87
1500 1.00 1.06 1.49 213 2.30
2000 1.00 1.18 171 2.24 2.37
3000 1.10 1.63 2.10 2.39 2.46
5000 2.56 2.56 2.56 2.56 2.56
6000 2.93 2.79 2.69 2.62 2.60

Note: for classification rules see table 3.

Five animal test plans, as shown in Table 7, use fewer animals on average than
seven animal sequential test plans. At low LD50’ s where the most likely outcome is the
death of the first animal, the two test plans are not very different in average number of
animals. Asthe LD50 increases, the expected number of animals approaches three, one
animal fewer, on average than the seven animal test plan. Three animals would be the
exact number required for a chemical with an infinite LD50, because the test termination
conditions would be three consecutive survivals.

Appendix 1 shows similar results for the 2000 mg/kg limit dose plan.

Conclusion

From the analysis it appears that sequential testing plans based on five and seven
animals classify adequately. Thisis especialy true when the LD50 is either far below or
far above the limit dose. The classification deteriorates when the LD50 approaches the
limit dose. Classifications are also less accurate when the variance of the dose response
curve (symbolized as s?) increases.

Theoreticaly, fixed sample size and sequentia plans would have identical
accuracy with the same decision rules. However, in contrast to fixed plans, sequential
plans can use the order of survivals and deaths as part of the decision rules. The model
shows that fixed and sequential plans perform equally well when the LD50 islow relative



to the limit dose and ¢ is also reasonably low. When the LD50 gets close to the limit
dose, the sequential plans tend to perform better than the fixed plans. For values of the
LD50 that are above the limit dose, the fixed plans classify more accurately. And finally,
as the LD50 continues to increase, the sequential plans start to catch up with the fixed
plansin accuracy. The reason for these differences between plansis the use of the biasin
the sequential plans. This bias makes it that the more toxic chemicals with low values of
the LD50 will be classified correctly.

The other benefit of the sequential plansis that they use fewer animals than the
fixed plans. The OECD recommended plan that uses up to five animals sequentialy, will
average three or fewer animals depending on the LD50 and s. A seven animal sequential
test plan averages up to four animals. The five animal sequential plan produces results
that are almost as good as the present ten animal fixed sample plan while averaging one
to three animals per test. That is seven to nine fewer animals than the ten animal fixed
sample plan.
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Appendix 1
Limit Dose Test Results for 2000 mg/kg

The tables below present the limit test dose results for 2000 mg/kg. The order is
the same asin thetext. Thefirst five tables present the probability of correct
classifications as follows:

Table Al:
Table A2:
Table A3:
Table A4:
Table A5:

Ten Animals, Fixed Sample Size
Seven Animals Sequential Test
Five Animals Sequential Test
Seven Animals Fixed Sample Size
Five Animals Fixed Sample Size

The last two tables present the expected numbers of animals in the seven and five animal

sequential tests.

The results are generally the same as for the 5000 mg/kg dosages. The U-shaped
probability function is more apparent in these tables because there are three values of the
L D50 above the limit dose (3000, 5000 and 6000 mg/kg). In general the five animal
variable sample size plan works adequately.



Table Al

Probability of Correct Classification for 10 Animal Fixed Plan
(Limit Dose = 2000 mg/kg)

S

LD50 0.12 0.25 0.5 1.25 2

1.5 1.00 1.00 1.00 1.00 1.00
50 1.00 1.00 1.00 1.00 0.99
250 1.00 1.00 1.00 0.99 0.93
1500 1.00 0.95 0.83 0.72 0.68
2000 0.62 0.62 0.62 0.62 0.62
3000 1.00 0.93 0.72 0.52 0.47
5000 1.00 1.00 0.96 0.69 0.58
6000 1.00 1.00 0.98 0.75 0.62

Majority Rule Classification.
Table A2

Probability of Correct Classification for Seven Animal Sequential Test Plan
(Limit Dose = 2000 mg/kg)

S

LD50 0.12 0.25 0.5 1.25 2
1.5 1.00 1.00 1.00 1.00 1.00
50 1.00 1.00 1.00 1.00 0.98

250 1.00 1.00 1.00 0.97 0.90

1500 0.99 0.92 0.82 0.73 0.71

2000 0.67 0.67 0.67 0.67 0.67

3000 0.93 0.73 0.55 0.42 0.39

5000 1.00 0.94 0.77 0.53 0.46

6000 1.00 0.97 0.82 0.57 0.48

Rule: LD50 isunder limit doseif first animal dies, or four animalsdie. LD50 is over
2000 mg/kg if four animals survive.



Table A3

Probability of Correct Classification for Five Animal Sequential Test Plan
(Limit Dose = 2000 mg/kg)

S

LD50 0.12 0.25 0.5 1.25 2

1.5 1.00 1.00 1.00 1.00 1.00
50 1.00 1.00 1.00 0.99 0.96
250 1.00 1.00 1.00 0.94 0.87
1500 0.98 0.89 0.79 0.71 0.69
2000 0.66 0.66 0.66 0.66 0.66
3000 0.93 0.72 0.55 0.43 0.40
5000 1.00 0.94 0.76 0.53 0.46
6000 1.00 0.97 0.82 0.57 0.48

Rule: LD50 isunder limit doseif first animal dies, or three animalsdie. LD50 is over
2000 mg/kg if three animals survive.



Table A4

Probability of Correct Classification for Seven Animal Fixed Test Plan
(Limit Dose = 2000 mg/kg)

S

LD50 0.12 0.25 0.5 1.25 2

1.5 1.00 1.00 1.00 1.00 1.00
50 1.00 1.00 1.00 1.00 0.96
250 1.00 1.00 1.00 0.94 0.84
1500 0.99 0.86 0.71 0.59 0.55
2000 0.50 0.50 0.50 0.50 0.50
3000 1.00 0.94 0.78 0.62 0.58
5000 1.00 1.00 0.96 0.76 0.67
6000 1.00 1.00 0.98 0.80 0.70

Rule: Classify as LD50 under the limit dose if four or more animals die, as over if four
or more animals survive.
Table A5

Probability of Correct Classification for Five Animal Fixed Test Plan
(Limit Dose = 2000 mg/kg)

S

LD50 0.12 0.25 0.5 1.25 2

1.5 1.00 1.00 1.00 1.00 1.00
50 1.00 1.00 1.00 0.99 0.93
250 1.00 1.00 1.00 0.91 0.80
1500 0.97 0.83 0.68 0.57 0.55
2000 0.50 0.50 0.50 0.50 0.50
3000 1.00 0.91 0.75 0.60 0.57
5000 1.00 1.00 0.93 0.72 0.65
6000 1.00 1.00 0.96 0.76 0.67

Rule: Classify as LD50 under the limit dose if three or more animals die, as over if three
or more animals survive.



Table A6

Expected Number of Animalsin Seven Animal Sequential Test Plan
(Limit Dose = 2000 mg/kg)

S

LD50 0.12 0.25 0.5 1.25 2
15 1.00 1.00 1.00 1.03 1.25
50 1.00 1.00 1.00 1.44 2.01
250 1.00 1.00 1.15 214 2.62
1500 1.68 253 3.00 3.25 3.31
2000 341 341 341 341 341
3000 4.00 3.95 3.79 3.59 3.53
5000 4.00 4.00 3.97 3.76 3.65
6000 4.00 4.00 3.99 3.81 3.69

Note: for classification rules see table A2.
Table A7
Expected Number of Animalsin Five Animal Sequential Test Plan
(Limit Dose = 2000 mg/kg)
S

LD50 0.12 0.25 0.5 1.25 2
15 1.00 1.00 1.00 1.02 1.19
50 1.00 1.00 1.00 1.32 171
250 1.00 1.00 111 1.79 2.09
1500 1.49 2.03 231 247 250
2000 2.56 2.56 2.56 2.56 2.56
3000 3.00 2.94 281 2.68 2.64
5000 3.00 3.00 2.96 2.80 2.72
6000 3.00 3.00 2.98 2.83 2.75

Note: for classification rules see table A3.



Appendix 2
SASProgram

khkkhkkhkhkhhkhkhhhkhhhkhhhhhhhhhhhhhhdhhhdhdhddhdddrrhrx%

programto conpute correct classification property and
expect ed val ues of the nunber of animls used
for limt doses

m chael a. greene
di vision of hazard anal ysis
us consuner product safety conm ssion

| ast nodified 1/19/2000

hkhkhkkhkhkhhkhkhhhkhhhkhhhkhhhhhhhhdhhhdhhhdhhhdhdhddhdddrxdx%x.
’

%vracr o pbi nonm(n, x, p);
% binom al pdf, used in data step
((gamma( &n+1)/ (gamma(&x+1) * ganma(&n- &x+1)))
* (&prra&x) * (1-&p)**(&n-8x))

%rend;

%racro prt(ds=title=);
title &title;
data _null_; [/* pretty printing */
retain tenpl-tenp&nsigna
array tenmp {*} tenpl-tenpé&nsigna
file print;
set &ds;
by |d_50;
if first.ld 50 then i=0;
i +1;
tenp{i}=t_prob
if last.ld_50 then put 1d 50 6.1 (temp{*}) (8.4);
%rend;

dat a doseres; * read in sigmas and | d50s;
infile cards m ssover;
retain sigmal-sigma99 |dl-1d99;
i nput sigmal-si gna99;
i nput 1dl-1d99;

call synput("nsigma",trinm(left(put(n(of signmal-signma99),2.))));
cal |l synput("nld", trim(left(put(n(of |dl-1d99) ,2.))));
cards;

0.12 0.25 .5 1.25 2
1.5 50 250 1500 2000 3000 5000 6000

proc print data=doseres;
var sigmal-signma&nsi gma | d1-1d&nl d;
titlel "dose response assunptions";
run;



hkhkhkkhkhkhhhkhhhhhhkhhhhhhhhhhhdhhhdhhhddhhddrrdrx%

this datastep uses the inputted sl opes and | d50s from doseres

to conpute the classification probabilities
SRRk S I Sk S b S S R Rk S b Sk S b S b S R Rk kO )

data test;
retain dose 2000.; *test dosage. always 5000 micrograns per Kg;

keep sigma | d_50 rule prob t_prob dose;
retain sigmal-signma&nsi gma | di-1d&nl d;

array sigmaex {*} signmal-sigma&nsigm; /* aninmal char sigma */

array [1d50x {*} 1di-1d&nld; /* animal |d 50 */
set doseres; /* 1d50s and sigmas */
doi =1to &nld,

| d_50=I d50x{i }; /* get an 1d50  */

doj =1 to &nsigng;

sigma = sigmaex{j};/* get a sigm */

i nk getprob; /* get the one aninmal death probability */
link fill prob; /* get multi animal death probabilites */
end;

end;
return;

get pr ob: /* probability of a single animal dying */
prob = probnorm (logl0(dose) - 10gl0(1d_50))/sigma);

[* probit fn */

return;

fill prob:
% nc "g:\users\epha\ mag\ pi g\ 425\ rul e7. sas"; *y=# yx=expectedval ;
return;

/* add up the cases by 1d50 sigma and rule */
proc sumary dat a=t est;

class 1d_50 signa rule;

var t_prob

out put out=new sunrt _prob

data over under;
set new;
if _type_ =7 & not(rule) then output under
else if _type =7 & rule then output over;

%rt(ds=over,title="COver 5000");
run;

%rt (ds=under,title="Under 5000");
run;



* rule5.sas 5 animal variable plan

rule=0; /* toxic */

t _prob=prob; out put ;
*1 ani mal dies;

t _prob=(1-prob)*(prob**3); out put ;
*S DDD;

t _prob=(1-prob)*%bi non(3, 2, prob) *prob ; out put;
*S XXX D XXX=2 of 3 D

rul e=1; /* over */

t _prob=(1-prob)**3; out put ;
*3 survivors;

t _prob=(1-prob)*%bi nom 2, 1, prob)*(1-prob); output;
*S XX S XX=1 of 2 D

t _prob=(1-prob)*%bi nom 3, 2, prob)*(1-prob); output;
*S XXX S XXX=2 of 3 D

* rul ebx. sas expect ed val ue conputation 5 animal variable plan

rule = 0; /* toxic .not used in expected val ue conputations*/

t_prob = prob; out put ;

*1 ani mal dies;

t_prob = 4* (1-prob)*(prob**3); out put ;

*S DDD;

t_prob = 5*(1-prob)*%bi non(3, 2, prob) *prob ; output;

*S XXX D XXX=2 of 3 D
t_prob = 3*(1-prob)**3; out put ;
*3 survivors;

t_prob = 4*(1-prob)*%bi non(2, 1, prob)*(1-prob); output;
*S XX S XX=1 of 2 D

t _prob=5*(1- prob) *%pbi nom( 3, 2, prob) *( 1- prob); out put ;
*S XXX S XXX=2 of 3 D
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